The vault complex is formed of graves centred around the timber vaults CF55 and G366. 
Vault complex (CF55, Vault I, and G366, Vault II)

42
Several Period 2 burial groups were located within a complex of graves centred around two Table S4 ):
49
Group C: G298, G369, G390 sampled 50 51 Group C is a postulated family group comprised of G298, G299, G369, G390 and G433. This 52 group is first identified in Period 1 Phase 3. Two Group C graves (G298, G390) were placed 53 in the group by virtue of their grave goods and two more (G369, G433) owing to their 54 position relative to the first two. In addition, G295 and G320 may also belong to Group C 55 based on their deposits. However, their alignments slightly differ.
57
The three Group C graves G299, G298 and G369 lay head to foot in a row which 58 corresponded roughly to the line of CF59 projected westwards towards CF32. The two 59 sampled Group C graves, G369 (young adult female) and G298 (adult, sex uncertain), cut 60 G283 (neonate), and thus either may be related to that burial. It is also possible that G283 is 61 related to G285 (male, age uncertain) which lay adjacent to it in the south, or to G392 62 (neonate), just over 1 m to the east.
64
Group O: G350, G358, G361 sampled
Group H is located in the south east of the excavation. The three graves, G132, G174 and 137 G180, contained a highly characteristic deposit of glass tableware. Grave 174 also contained 138 jewelry, which provides a link to the fourth member of the group, G171, the only non-adult 139 grave in the group and the only one which was not accompanied by a glass vessel. Together, 140 these graves, linked also by alignment (the four graves lie in a row), form a well-defined 141 group.
143
Group R: G417, G419, G440 (all sampled) 144 145
Group R, positioned near the centre of the eastern boundary of the Period 2 cemetery, is well-146 defined. It consists of three individuals possessed of a common non-metrical variant of the 147 skull, an inca bone. The graves, two final and one isolated, are assumed from stratigraphy to 148 be a family, being placed close together without undercutting, regularly spaced, and similarly 149 aligned.
151
Triple burial: G663, G667, G674 (all sampled) 152 153
The grouping G663/G667/G674 is interpreted as a multiple burial, as corroborated by clear 154 direct stratigraphical relationships, which also suggest possible family relationships. The 155 three burials were deposited within a large isolated Period 2 grave pit, HF53, in which G663 156 was the latest burial, emphasizing their association. Fig 1) 
Period 2 grave (see SI
160
Grave 525
162
The grave of an elderly male. Isolated burial.
164
Unnumbered femur 165 166
A femur excavated during the study from a Roman site at Colchester was also analyzed. The 167 bone was dug out from the ground and placed into an UV irradiated autoclave bag. Only C.P.
168
Voong had contact with the femur. Therefore the only opportunity and source of 169 contaminating the sample with contemporary human DNA would be from him. This made 170 the process of authenticating subsequent DNA sequences less complicated. 
Materials and methods
180
1. The efficiency of the silica-based extraction methodology 181 182 The silica-based extraction technique involved vigorous washing of the silica pellet, causing 183 some DNA loss. To investigate the efficiency of this method and to determine the amount of 184 DNA recovered, known amounts of DNA (0.2 -1.0 μg of 1kb ladder) were added to the DNA 185 extractions. A known quantity (10 μg) of the 1kb molecular weight ladder DNA was added to 186 2 ml of extraction buffer and incubated at 50C for 1 h in an orbital shaker. A negative 187 control, containing everything except the DNA, was performed in parallel. The tubes were 188 then centrifuged for 10 min at 12,000g. The supernatant was transferred to 1.5 ml screw on 194 195 Initially, 10 bone samples (G204, G174, G346, G350, G358, G370, G417, G390, G361, The effect of decalcification on DNA loss was also determined through a UV analysis using 
Comparing decalcified and non-decalcified samples
211
The agarose gel revealed smearing that was concentrated in the high molecular weight range.
212
The smearing was more evident in non-decalcified samples than in the decalcified samples.
213
Thus omitting the decalcification step does appear to make some improvement. However, the 214 concentration of the smearing in the high molecular weight range suggests it may not be 215 caused by authentic aDNA. Ancient DNA is heavily degraded, thus smearing would be observed was not blue/green, but white. Although the agarose gels indicate that 220 decalcification does make a difference, it is only slight.
222
The UV absorbance results for decalcified and non-decalcified samples were very similar.
223
The purity of the DNA extracts, judging from the 260/280 nm values, again indicated that the 224 extracts were not pure and contained microbial contaminants. Therefore, this was not an 225 accurate estimation for aDNA concentration. The DNA extract from sample G375, visualized using the PicoGreen fluorescence assay, gave 229 a peak fluorescence intensity of 103 nm (unadjusted). The EDTA supernatant exhibited 230 extremely high fluorescence (over 300 nm) compared to the DNA extract, making it 231 questionable whether the fluorescence was due to the EDTA itself or DNA. EDTA, however,
232
does not bind to PicoGreen.
234
3. Investigating the loss of DNA through decalcification using enzymatic hydrolysis 235 236 To confirm whether the fluorescence intensity observed in the EDTA supernatant was caused 237 by DNA lost during decalcification or was due to some other component which also binds to 238 PicoGreen, a nuclease was used. The rationale behind the use of a nuclease was that the The purpose of using P1 nuclease was to determine whether the high fluorescence observed 270 in the EDTA supernatant was due to DNA. However, since EDTA inhibits the activity of the 271 enzyme, it was not possible to determine directly whether DNA was present in the EDTA PicoGreen and spectra taken between 500-600 nm.
278
9.
To demonstrate that it was DNA that caused the fluorescence in the extracts, the P1 nuclease 279 was added to an aliquot of the non-decalcified sample. After incubation at 37C for 10 min, 280 the extract was mixed with PicoGreen and the fluorescence taken.
282
The mass spectrum showed that peak fluorescence intensity was lower for the decalcified 283 sample (110 nm) than for the non-decalcified sample (165 nm). This indicates DNA is lost 284 through decalcification. The spectra showed the fluorescence was reduced compared to the 285 extract not treated with nuclease. Although the use of nuclease has not allowed us to 286 determine directly whether DNA caused the extremely high fluorescence observed in the 287 EDTA supernatant or not, it has allowed us to establish beyond doubt that aDNA is being 288 recovered, since as much as half of the DNA appears to be lost through decalcification. The 289 amount of DNA lost during decalcification was not determined for every femur sampled.
290
However, sample G375 clearly demonstrates that decalcification does result in the loss of 291 DNA. Therefore decalcification for subsequent extractions was omitted.
293
6. Effectiveness of removing collagen from the extract 294 295 Collagen has been identified as a major inhibitor of PCR. This protein constitutes around 296 90% of the organic fraction of bone (1/3 by weight), the remaining 10% (2/3 by weight) 297 consisting mainly of water and inorganic material, most of which is calcium phosphate. To 
306
After collagenase treatment, the extract was eluted once with 150 μl Purite water. The 
314
Removing collagen through enzymatic hydrolysis greatly reduced inhibition. However, 315 inhibition could not be fully prevented. This suggested that it was not inhibitors that were 316 disrupting amplification, but rather that it was the damaged and modified aDNA that did not 317 allow amplification. This, however, was found not to be the case, since small volumes (μl) of 
Standard and modified extracts 329 330
As a further control, standard and modified extracts (5-15 μl) were added to the control PCR 
HLA-DRB typing using PCR-SSOP
355
In PCR-SSOP typing, the PCR product is fixed on a nylon membrane and the probes are then attached to the membrane, the membranes were exposed to UV light for 1 min.
364
The membranes were placed into 50 ml centrifuge tubes containing 10 ml of pre- 
369
The membranes were first washed (non-stringent 5x SSC, 0.1% SDS) at room temperature 370 for 5 min, and then washed (stringent 1x SSC, 0.1% SDS) at a specific temperature for 30 371 min. After the stringent wash, the nylon membranes were washed twice in buffer (1.0M Urea, 372 0.1M NaCl, 5% Triton X-100, 1% Dextran Sulphate) for 1 min at room temperature before 373 being submerged in 25 ml of the same buffer containing horse radish peroxidase (HRP).
375
Hybridization of the probe with the amplified DNA was detected using chemiluminescence.
376
Equal volumes of the detection reagents containing luminol and H 2 O 2 were mixed and 377 applied to the membrane. After incubation for 2 min, the membranes were wrapped in Saran Wrap. The exposure of the detection reagents to HRP produces a blue light that is detected on 379 X-ray film. The membranes were exposed to X-ray film for 5 min. After removing the first 380 film, a second exposure was taken immediately; the exposure time for second was dependent 381 on the signal intensity obtained with the first.
383
12. 
Supplementary information tables 384
Archaeological context
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Phylotree generation 503
Methods 504
The mtDNA sequencing data and SNP data were used to generate proper HSD files using the 505 mtDNAProfiler server (http://mtprofiler.yonsei.ac.kr/). The haplogroups were automatically assigned 506 using Phylotree data by the HaploGrep v.2.0 server (http://haplogrep.uibk.ac.at). Haplogroup 507 classification was based on Kulczynski distance. For each burial specimen and the two controls a 508 lineage graphical representation of the haplogroup classification per sample was generated. 509
Legend: 510 511
Description of the ethnical distribution of the haplogroups 512
Haplogroup H2a2a1 (Control, G370): The H2 haplogroup is common in Eastern Europe and the 513 Caucasus: 514 Haplogroup J2a1a1a (G298, G346): Haplogroup J occurs in approximately 12% of native European 515 populations, with a >2% frequency distribution of mtDNA J within Europe. Subgroup J2a is 516 homogenously spread in Europe, but absent in the nations around the Caucasus. It is not known to be 517 found elsewhere. The time of origin of the younger branches of mtHG J for J2a1a1a is 7,591.6 ± 518 2,889.6 (between 4,700 and 10,500 before present (ybp). 519
Haplogroup H1+16239 (G361): H1 encompasses an important fraction of Western European 520 mtDNA lineages, reaching its local peak among contemporary Basques (27.8%). It also occurs at high 521 frequencies elsewhere in the Iberian Peninsula, as well as in the Maghreb (Tamazgha). The 522 haplogroup frequency is above 10% in many other parts of Europe (France, Sardinia, parts of the 523 British Isles, Alps, large portions of Eastern Europe. 524
Results 525
The haplogroup H2a2a1 is the most common and is represented by the Control mtDNA and in 526 specimens from G370. It is a subtype of the "Helena" clan haplogroup (Sykes, 2007: "Saxons, 527 Vikings and Celts: The Genetic Roots of Britain and Ireland"). The haplogroup J2a1a1a, represented in the specimens from G298 and G346, is most prevalent in 537
Wales, Scotland and Ireland (https://www.eupedia.com/genetics/britain_ireland_dna.shtml), with J2a1 538 being found mostly in western, central and northern Europe, particularly around the Alps.
539
(https://www.eupedia.com/europe/Haplogroup_J_mtDNA.shtml). The J haplogroup subtype of the 540 "Jasmine" clan gave rise to the ramification J2a1a1a that branched from J2 around 7,591.6 ± 2,889.6 541 ybp (between 4,700 and 10,500 ybp). 
